Since 2008, mass mortality outbreaks associated with the detection of particular variants of OsHV-1 have been reported in Crassostrea gigas spat and juveniles in several countries. Recent studies have reported information on viral replication during experimental infection. Viral DNA and RNA were also detected in the haemolymph and haemocytes suggesting that the virus could circulate through the circulatory system. However, it is unknown if the virus is free in the haemolymph, passively associated at the surface of haemocytes, or able to infect and replicate inside these cells inducing (or not) virion production. In the present study, we collected haemocytes from the haemolymphatic sinus of the adductor muscle of healthy C. gigas spat and exposed them in vitro to a viral suspension. Results showed that viral RNAs were detectable one hour after contact and the number of virus transcripts increased over time in association with an increase of viral DNA detection. These results suggested that the virus is able to initiate replication rapidly inside haemocytes maintained in vitro. These in vitro trials were also used to carry out a dual transcriptomic study. We analyzed concomitantly the expression of some host immune genes and 15 viral genes. Results showed an up regulation of oyster genes currently studied during OsHV-1 infection. Additionally, transmission electron microscopy examination was carried out and did not allow the detection of viral particles. Moreover, All the results suggested that the in vitro model using haemocytes can be valuable for providing new perspective on virus-oyster interactions.
I Introduction
Initial tissue homogenates were prepared using ten experimentally infected animals as previously 131 reported (Schikorski et al., 2011a). Oysters were opened by removing the upper valve. Gills and 132 mantle of these animals were then dissected and pooled together in a 50-mL sterile tube. All 133 subsequent dilutions were made using 0.22 μm-filtered artificial seawater (ASW). The total mass of 134 tissues was weighed and 10 volumes of 0.22 μm-filtered ASW were added to the tube (9 mL of 135 seawater per g of tissues). Tissues were then homogenized on ice using an Ultraturax mixer (3 × 5 s). 136
After centrifugation (1000 g, 5 min, 4°C), supernatant was placed in a new tube and diluted by 137 addition of 4 volumes of 0.22 μm-filtered ASW. Finally, the clarified tissue homogenate was filtered 138 consecutively in sterile conditions using syringe filters at 5-μm, 2-μm, 0.45-μm and 0. Haemolymph (7.5 mL) was centrifuged for 10 min at 1500 g, and DNA was extracted from the 156 haemocyte pellet. DNA extraction was performed using a QIAamp Tissue Mini Kit (QIAgen) according 157 to the manufacturer's protocol. Total RNA was extracted using TRIZOL® Reagent™ (Ambion®) according to the manufacturer's 176 recommendations. Total RNA was treated with Turbo™ DNAse (Ambion®) to remove genomic DNA. 177
After DNAse treatment, a second RNA extraction using TRIZOL was carried out. RNA quality and 178 quantity were determined using a NanoDrop 2000 (Thermo Scientific). First-strand cDNA synthesis 179 was performed using the SuperScript® III First-Strand Synthesis System (Invitrogen) with 500 ng of 180 RNA used. A No RT (No Reverse Transcription) was performed after RNA extraction using real time 181 PCR in order to control absence of oyster and/or virus genomic DNA using EF primers (Table 1) Four genes were added for this study (Table 1) . Real-time quantitative RT PCR was used to study the 189 expression of the 15 viral genes using the previously described protocol with 5 μL of cDNA dilution 190 One, ORF 117, reached a lower peak level but did so earlier in the challenge. 252
The results of the PCA (Figure 3) showed that essential inertia of this analysis (total variance near 253 95%) was supported by axis 1 (85%) and to a lesser extent by axis 2 (10%) (Figure 3a) . Whatever 254 the exposure time, the expression level was reported by axis 1 (Figure 3b (Figures 6a and 6b) . 
